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read use as a diagnostic and/or therapeutic 
reagent in the U.S. 

= Number of manufacturers producing the product. 
D Potential use in immunotherapy (higher score) or 

diagnostics (lower score). 
c health impact of correct diagnosis and/or 
uate treatment. 

Compare allergen conient of different 

n If commercial products are highly 
consistent, re-consider: impact 

commercial products are comparable 
“best” material, re-consider impact 

Difficult to control 
Associated with asthma 

n Several cloned allergens 

Obtain multiple lots for study from 
manufacturers 

I n Characterize and compare extracts 

n Identify target allergens 



Determine consistency of available US 
products: 

l protein content 

* specific allergen content 
l overall allergenicity 

n Determine best lot release measures 

&roach clinical data 

,tracts used as refl 

E2-Cg and E2-Ca 
Previously characterized 
Limited skin test data 

n Lyophilized; available in large quantities 

J5AL method 

D50 = 14 c 100,000 BAU/mL 

IAU/mL = 100,000 x 3 w” - r4J 

manufacturers 
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fhods Used: 

n Protein Assays 
l BCA 
l Bradford 
l ninhydrin 

n SDS-PAGE 
aELISA 
n Western Blot 

n Therefore, we scaled up the allergen 
levels and relative potencies to the 

ference protein concenfration 

“,. “;- ,$i .,., a’ ..“.Z. ’ ‘I .,_” ,_, ,‘,, 

‘rrelation of Protein Assavs 

Glycerin interferes with the Bradford 
sssay and, to a lesser degree, fhe BCA 
sssay (Richman PG, Cissel DS, J Biol 
Stand 1988; 16:225-38) 

n Ninhydrin protein concentrations were 
used for remainder of analyses 

i 
I’ 
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fs - conclusions 

Protein concentrations of the 
bommercial extracts vary widely, and 
are lower than the protein 

-concentrations of the references 
n Glycerin interferes. with the Bradford 

and, to a lesser degree, the BCA assay 

ycerinated American Cockroach 

cation of Relevant Allerpens 

Zerman cockroach 

- Blagl 20-25kD 
* Blagl 36kLl 
- Blag4 21kLl 
- Blagd 25kD 
- Blag6 27kD 

n American cockroach 

- Per a 1 20-25 kD 

BdSOk 

aswiic protease 
calydn 
glutathione transferase 
tmponin c 

0-f /I 
- Per a 3 72-76 kD 

Pera 37kD 
&Pi 
tropomyosin 

German Cockroach 

hS vs. urea 

SDS is a detergent - denatures proteins 
and confers uniform charge density 
4+ M urea is a stronger denaturant 

l used in addition to SDS in gels 
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ut of the bands above 35 kD 
‘appear in 4M urea 

American German German American 

SDS-PAGE SDS-PAGE + urea 

n 
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rlzunoblots - monoclonal 
risera 

El-Q Exg El-Q E2Cg 

anti-Bla g I antiBIa g 2 

ec#k antigen assays 

Bla g 1 and B/a g 2 levels measured by 
ELISA using monoclonal antibodies 
Results normalized forprotein content 
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l vary widely in protein content, Bla g 2 
content, SDS-PAGE banding pattkn, and 
overall allergenicity. 

. appear to be less potent and contain less 
B/a g 1 fhan the candidate Gference 
extracts 
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ure directions 

IE,@L skin testing to identify the best 
in vitro potency measure 

Selection of a reference standard 
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